CLAIMS 



Accordingly , what is claimed is: 

A method for simultaneously determining whether a specimen 
cohtains any of one or more certain antigen species, comprising the 
steps\of : 

means for capturing and isolating each of said certain antigen 
species from said specimen, said capturing and isolating means 
involving the\use of an affinity reagent having a specific affinity 
for each said certain antigen species; and 

means for detecting the presence of said isolated certain 
antigen species involving the use of a mass spectrometer to 
determine whether each said certain antigen species was present in 
said specimen. \ 

2. The method of claim 1, farther including the steps of: 

immobilizing at least one antibody onto a solid substrate to 
produce said affinity reagent; \ 

combining an effective amount of^aid affinity reagent with 
said specimen until said affinity reagenV binds with each of said 
certain antigen species that is present in said specimen to produce 
a post-combination .affinity reagent and an uhbound remainder; 

separating said post-combination affinity reagent from said 
unbound remainder to form an isolated post-combination affinity 
reagent ; \ 

adding a laser desorpt ion/ ionization agent to said\isolated 
post-combination affinity reagent to form a mass spectrfcmetric 
mixture ; and \ 
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i mass spectrometrically analyzing said mass spectrometric 
mixture to produce a mass spectrum , said mass spectrum indicating 
whether said specimen contained each said certain antigen species 
by exhibiting a mass spectrometric response located at the unique 
mass-toVcharge ratio of each said certain antigen species. 

3 . The mtethod of claim 2 further including the step of adding a 
disassociatron agent to said isolated post-combination affinity 
reagent priori to said adding laser desorption/ionization agent 
step . \ 

4. A method f orNdetermining how much of one or more certain 
antigens are present\in a specimen, comprising the steps of: 

adding an internalXreference species to said specimen where 
said specimen does not already contain one; 

means for capturing andsVl^solating said certain antigen or 
antigens and said internal reference species from said specimen, 
said capturing and isolating meank involving the use of an affinity 
reagent having a specific affinity for said certain antigen or 
antigens and said internal reference\species; and 

means for quantifying said certain antigen or antigens, 
wherein said quantifying means involves mass spectrometric analysis 
of said isolated certain antigens and said isolated internal 
reference species. \ 

5. The method of claim 4, further including the \teps of: 

making at least one standard addition preparation, each 
containing a known concentration of each said certain antigen or a 
counterpart of said certain antigen species; \ 
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\ dividing said specimen to form a first divided sample and at 
least*, one remainder sample; 

adding a known amount of each said certain antigen species or 
said counterpart to each said remainder sample to produce at least 
one addition-present sample wherein the increase in concentration 
of each saidk added certain antigen or each said counterpart is 
known ; \ 

immobilizingNat least one antibody onto a solid substrate to 
produce said affiniW reagent; 

combining an effective amount of said affinity reagent with 
said first divided sample to produce an -addition-free post- 
combination affinity reagent and a first unbound remainder; 

separating said addition- Eree/vaffinity reagent from said first 
unbound remainder to form ata UHLsolated addition-free post- 
combination affinity reagent; \/ 

adding a laser desorption/ionization agent to said isolated 
addition-free post-combination affinity reagent to form an 
addition-free mass spectrometric mixture** 

mass spectrometrically analyzing saici addition-free mass 
spectrometric mixture to produce an addition\f ree mass spectrum 
having an internal reference species mass spectrometric response at 
the unique mass-to-charge ratio of said internal reference species, 
and an addition-free mass spectrometric response\at the unique 
mass-to-charge ratio of each said certain antigen wherk said certain 
antigen is present in said specimen; \ 

combining an effective amount of said affinity reagent with 
each said addition-present sample each combining step producing an 
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addition-present post-combination affinity reagent and an unbound 
remainder; 

separating each said addition present post-combination 
affinityv reagent from each of said unbound remainder to form at 
least one\ isolated addition-present post-combination affinity 
reagent ; \ 

adding a laser desorpt ion/ ionization agent to each said 
isolated addition^present post-combination affinity reagent to form 
an addition-present\aass spectrometric mixture therewith; 

mass spectrometries ly analyzing each said addition-present 
mass spectrometric mixtuis^ to produce an addition-present mass 
spectrum having an internal reference species mass spectrometric 
response located at the unique mass-to-charge ratio of said 
internal reference species, \ and an addition-present mass 
spectrometric response located atythfe unique mass-to-charge ratios 
of each said certain antigen; 

normalizing each said addition-present mass spectrum and each 
said addition- free mass spectrum with t^e respected said internal 
reference species mass spectrometric response to produce an 
addition-free normalized antigen mass spectrometric response for 
the addition-free sample, and addition-present normalized mass 
spectrometric response for each said addition^toresent sample; 

determining a set of changes between sard addition-free 
normalized antigen mass spectrometric response smd each said 
addition-present normalized antigen mass spectrometrio^response for 
each said certain antigen by subtracting said addition-free 
normalized antigen mass spectrometric response from leach said 
addition-present normalized antigen mass spectrometric response for 
each said certain antigen in each said addition-present saW>le; 
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* determining the relationship between said set of changes and 
eacnvof the corresponding changes in concentration for each said 
standard addition antigen in each said addition-present sample 
resulting from the addition of said standard addition antigen 
preparation; and 

quantifying each said certain antigen detected in said 
specimen using \aid addition-free and addition-present normalized 
mass spectrometrxc responses and said determined relationship. 

6. The method of clklm 5 further including the steps of adding a 
disassociation agent ^to said isolated addition-free affinity 
reagent and to each of\said isolated addition-present affinity 
reagents prior to said adding laser desorption/ionization agent 
step . \ a 

7. The method of claim 4, further including the steps of: 

making a standard addition preparation, containing a known 
concentration of each said certairv antigen or a counterpart 
thereof ; \ 

immobilizing at least one antibody ortto a solid substrate to 
produce said affinity reagent; \ 

combining an effective amount of said affinity reagent with 
said specimen to produce an addition-free post-combination affinity 
reagent and a first unbound remainder, said first unbound remainder 
containing the majority of each said certain antigenY 

separating said addition-free post-combination\ affinity 
reagent from said first unbound remainder to form an Nlsolated 
addition-free post-combination affinity reagent; \ 
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v adding a laser desorption/ ionization agent to said isolated 
addrtion-f ree post-combination affinity reagent to form an 
addition-free mass spectrometric mixture; 

mask spectrometrically analyzing said addition-free mass 
spectrometric mixture to produce an addition-free mass spectrum 
having an internal reference species mass spectrometric response 
located at the unique mass-to-charge ratio of said internal 
reference specifes, and an addition-free mass spectrometric response 
at the unique mass-to-charge ratio of each said certain antigen 
present in said specimen; 

adding a known quantity of said standard addition preparation 
to said first unbound \remainder to produce an addition-present 
first unbound remainder \n which the concentration of each said 
certain antigen or said counterpart has been increased by a known 
amount ; \ |L 

combining an effective amount of said affinity reagent with 
said addition-present first unbound remainder to produce a 
addition-present post-combination ^affinity reagent and a second 
unbound remainder, said second unbc^md remainder containing the 
majority of each said certain antigen \^r said counterpart; 

separating said addition-present pofet-combination affinity 
reagent from said second unbound remainders to form an isolated 
addition-present post-combination affinity reagent; 

adding a laser desorption/ionization agent Vo said isolated 
addition-present post-combination affinity reagent to form a 
addition-present mass spectrometric mixture; \ 

mass spectrometrically analyzing said addition-present mass 
spectrometric mixture to produce a addition-present mass ^pect rum 
having an internal reference species mass spectrometric response 
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located at the unique mass-to-charge ratio of said internal 
reference species, and an addition-present mass spectrometric 
response at the unique mass-to-charge ratio of each said certain 
antigen when said certain antigen is present in said specimen; 

normalizing each said addition-present antigen mass spectrum 
and each said addition-free mass spectrum with the respective said 
internal reference species mass spectrometric response to produce 
an addition-f reevnormalized antigen mass spectrometric response for 
the addition-f ree\sample and an addition-present normalized mass 
spectrometric response for each said addition-present sample; 

determining a set \)f changes between each said addition-free 
normalized antigen mass\ spectrometric response and each said 
addition-present normal ized\antigen mass spectrometric response for 
each said antigen by subtracting said addition-free normalized 
antigen mass spectrometric respbtfise from each said addition-present 
normalized antigen mass spectrWetric response for each said 
antigen in each said addition-presfentOsample; 

determining the relationship between each said set of changes 
and each of the corresponding changes in^concentration of standard 
addition in each said addition-present satonple resulting from the 
addition of said standard addition antigen preparation; and 

quantifying each said certain antigen detected in said 
specimen using said addition-free and addition-present normalized 
antigen mass spectrometric responses and sa\d determined 
relationship. \ 

8. The method of claim 7 further including the step ok adding a 
disassociation agent to each said isolated addition-f roe post- 
combination affinity reagent, and to each said isolated addition- 
present post-combination affinity reagent prior to said adding 
laser desorption/ionization agent step. \ 
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The method of claim 4, further including: 

\ immobilizing at least one antibody onto a solid substrate to 
produce said affinity reagent; 

combining an effective amount of said affinity reagent with 
said specimen to produce a post-combination affinity reagent and an 
unbound remainder; 

separating ^said post-combination affinity reagent from said 
unbound remainderNfco form an isolated post-combination affinity 
reagent ; \ 

adding a laser desfcrption/ionization agent to said isolated 
post-combination affinity^ reagent to form a post-combination 
affinity reagent mass spectisx)metAic mixture; 

mass spectrometrically smalyzing said post-combination 
affinity reagent mass spectrometric mixture to produce a post- 
combination affinity reagent mass spectrum, having a mass 
spectrometric response for said internal reference species located 
at the unique mass-to-charge ratio of said internal reference 
species, and an antigen mass spectrometric response for each said 
certain antigen species located at the unique mass-to-charge ratio 
of each of said certain antigen species \when said specimen 
contained a relevant species of said certain antigen species 
thereby detecting said certain antigen specrfes and no mass 
spectrometric response corresponding to the mass-to^charge ratio of 
said certain antigen species when said specimen V contains no 
detectable amount of said antigen species; \ 

making a plurality of preparations, each of said preparations 
containing a preparation antigen or counterpart thereof which is 
the same as a certain antigen being sought in said specimen wherein 
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^ie concentration of said preparation antigen is varied between 
said plurality of preparations in known amounts; 

a&ding sufficient said internal reference species to each said 
preparation so that the concentration of said internal reference 
species i^\the same or is known for each said preparation and said 
specimen; \ 

combining an effective amount of said affinity reagent to each 
of said preparations to produce a post-combination preparation 
affinity reagent an\ an unbound preparation remainder; 

separating each shld post-combination preparation affinity 
reagent from said unbound, preparation remainder to form isolated 
post-combination preparation affiinity reagents; 

adding a laser desorpti^/ionization agent to each said 
isolated post-combination preparation affinity reagent to form 
preparation mass spectrometric mixtures; 

mass spectrometrically analyzing\ each said preparation mass 
spectrometric mixture, each mass spectrometric analysis to produce 
a preparation mass spectrum, each of said^preparation mass spectra 
containing a mass spectrometric response for said internal 
reference species located at the unique mase-to-charge ratio of 
said internal reference species and a preparation antigen mass 
spectrometric response for each said preparationVntigen present in 
said preparation mass spectrometric mixture, said preparation 
antigen mass spectrometric response being located\at the unique 
mass-to-charge ratio of the relevant said preparation, antigen; 

normalizing said specimen mass spectrum and eacn\of said 
preparation mass spectra to the mass spectrometric Response 
obtained for each said internal reference species to obtain a 
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produce normalized antigen mass spectrometric response and a 
normalized preparation antigen mass spectrometric response; 

fbr each said preparation antigen, determining a mathematical 
relationship between the relevant said normalized preparation 
antigen mass spectrometric response and the relevant said 
preparation\antigen concentration; 

locating on said mathematical relationship the points which 
respectively per\ain to each said normalized antigen mass spectral 
responses in said ^specimen mass spectrum; and 

determining the concentration that corresponds to each of said 
point, thereby quantifying each of said certain antigen species, 
respectively. \ 

10. The method of claim 9 fkrther including the step of adding a 
disassociation agent to said ^isolated post-combination affinity 
reagent prior to said adding Isaser. desorption/ionization agent 
step. \ \k\ 

11. The method of claim 4, wherein\a plurality of distinctive 
internal reference species are added to isaid specimen in varied and 
known concentrations, each said concentration being chosen to 
produce a different mass spectrometric\ response after mass 
spectrometric immunoassay which is characteristic of the mass 
spectrometric response produced by known concentrations of each 
said certain antigen after mass spectrometric \mmunoassay, said 
method further including: \ 

immobilizing at least one antibody onto a solid \ubstrate to 
produce said affinity reagent; \ 

combining an effective amount of said affinity reagent with 
said specimen until said affinity reagent binds with each ofvsaid 
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internal reference species and each of said certain antigen species 
that is present in said specimen to produce a post-combination 
affindty reagent and an unbound remainder; 

separating said post-combination affinity reagent from said 
unbound reminder to form an isolated post-combination affinity 
reagent ; \ 

adding a laser desorption/ionization agent to said isolated 
post-combination \ffinity reagent to form a mass spectrometric 
mixture ; \ 

mass spectrometrically analyzing said mass spectrometric 
mixture to produce a mass\spectrum, said mass spectrum indicating 
whether said specimen contained any of said certain antigen species 
by exhibiting an antigen species mass spectrometric response 
located at the unique mass-to-oharge ratio of each of said certain 
antigen species, said mass \spectrum also having a mass 
spectrometric response for each of^saLdk internal reference species; 
and \|y 

interpolating each said antigen species mass spectrometric 
response to the internal reference species mass spectrometric 
response immediately above and below in magnitude of each of said 
antigen species mass spectrometric response \o quantify each said 
certain antigen species in said specimen. \ 

12. The method of claim 11 further including the step of adding a 
disassociation agent to said isolated post-combination affinity 
reagent prior to said adding laser desorption/ionization agent 
step . \ 

13. The method of claim 4, further including the steps of\ 
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making a single reference sample containing a known 
concentration of a reference antigen for each said certain antigen 
whereiri each said reference antigen is said certain antigen or a 
counterpart thereof; 

adding, said internal reference species to said reference 
sample such\liat the ratio of the concentration of said internal 
reference species in said reference sample to the concentration of 
said internal reference species in said specimen is known; 

immobilizing at least one antibody on a solid substrate to 
produce said affinity^ reagent ; 

combining an effective amount of said affinity reagent with 
said specimen to produce\a specimen post-combination affinity 
reagent and an unbound remainder; 

separating said specimen post-combination affinity reagent 
from said unbound remainder to jSormAan isolated specimen post- 
combination affinity reagent; 

adding a laser desorpt ion/ ionization agent to said isolated 
specimen post-combination affinity reagent to form a specimen mass 
spectrometric mixture; \ 

mass spectrometrically analyzing skid specimen mass 
spectrometric mixture to produce a specimen mass spectrum having a 
mass spectrometric response for each of saicK certain antigen 
species present in said specimen located at the respective unique 
mass-to-charge ratio of each said certain antigen ^species, and a 
specimen internal reference species mass spectrometric response 
located at the unique mass-to-charge ratio of sard internal 
reference species; \ 
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v combining an effective amount of said affinity reagent with 
said\single reference sample to produce a reference sample post- 
combination affinity reagent and a second unbound remainder; 

separating said post-combination affinity reagent from said 
second reference sample unbound remainder to form an isolated 
reference sample affinity reagent; 

adding a laser desorption/ionization agent to said isolated 
reference sample affinity reagent to form a single reference sample 
mass spectrometric \ixture; 

mass spectrometrically analyzing said single reference sample 
mass spectrometric mixture to produce a single reference sample 
mass spectrum having a mas^s spectrometric response for each said 
reference antigen containedVtherein; each said mass spectrometric 
response being located at the, unique mass-to-charge ratio of each 
of said reference antigens, \ and a reference sample internal 
reference species mass spectrometric response located at the unique 
mass-to-charge ratio of said internal reference species; 

normalizing said specimen mass spectrum and said single 
reference sample mass spectrum using ^ach said specimen and said 
reference sample internal reference stoecies mass spectrometric 
responses; and \ 

equating the ratio of each said certain antigen normalized 
mass spectrometric response and said reference antigen normalized 
mass spectrometric response to the ratio of theVnown concentration 
of said reference antigen to the unknown concentration of said 
certain antigen to determine the concentration \os said certain 
antigen. \ 

14. The method of claim 13 further including the step\Df adding a 
disassociation agent to each of said first and secono\ isolated 



affinity reagent prior to said adding laser desorption/ionization 
ageht step, 

15. A\method for determining whether a specimen contains any of 
one or more certain antibody species, comprising the steps of: 

means 5or capturing and isolating each of said certain 
antibody specres from said specimen, said capturing and isolating 
means involving Nthe use of an affinity reagent having a specific 
affinity for a different one of said certain antibody species; and 

means for detecting the presence of any of said isolated 
certain antibody species^ involving the use of a mass spectrometer, 
to determine whether each^said certain antibody species was present 
in said specimen • \ 



16. The method of claim 15, fur* 



ter comprising the steps of: 



immobilizing at least one antigen onto a solid substrate to 
produce said affinity reagent; 



combining an effective amount of\said affinity reagent with 
said specimen to produce a post-combination affinity reagent and an 
unbound remainder; 

separating each said post-combination ^af f inity reagent from 
each said unbound remainder to form an isolated post-combination 
affinity reagent; 



adding a laser desorption/ionization agen\ to each said 
isolated post-combination affinity reagent to \ form a mass 
spectrometric mixture therewith; and 



mass spectrometrically analyzing said mass spectrometric 
mixture to produce a mass spectrum indicating whether saiovspecimen 



contained each said certain antibody species by exhibiting a mass 
spectral signal located at the unique mass-to-charge ratio of each 
said, certain antibody species. 

17. Tnte method of claim 16 , wherein said antigen is an allergen. 

18. The method of claim 16, further including the step of ^dding 
a disassociation agent to each said isolated post-combination 
affinity reagent prior to said adding laser desorption/ionization 
agent step. 

19. The method of ^claim 18, wherein said antigen is an allergen. 

20. A method for determining the amount of a certain antibody 
present in a specimen, comprising the steps of: 

adding an internal reference species to said specimen when 
said specimen does not already o&ntain one; 

means for capturing and isolating said certain antibody and 
said internal reference species from said specimen, said capturing 
and isolating means involving the use of an affinity reagent having 
a specific affinity for said certai\ antibody and said internal 
reference species; and 

means for quantifying said certain\ antibody, wherein said 
quantifying means involves mass spectrometric analysis of said 
isolated certain antibody and said internal reference species. 

21. The method of claim 20, further comprising \he steps of: 

making at least one standard addition preparation, each 
containing a known concentration of said certain antibody or a 
counterpart of said certain antibody; 



65 



[035\01-5015.APP1 



dividing said specimen to form a first divided sample and at 
least one remainder sample; 

adding a known amount of said certain antibody or said 
counterpart of said certain antibody to each said remainder sample 
to producer at least one addition-present sample wherein the 
increase in (concentration of said added certain antibody or said 
counterpart isV known ; 

immobilizing\at least one affinant onto a solid substrate to 
produce said affinity reagent; 

combining an effective amount of said affinity reagent with 
said first divided sakple to produce an addition-free post- 
combination affinity reagent and a first unbound remainder; 

separating said addition^ ree affinity reagent from said first 
unbound remainder to form \ an isolated addition-free post- 
combination affinity reagent; \ I) 

adding a laser desorpt ion/ ionization agent to said isolated 
addition-free post-combination affinity reagent to form an 
addition-free mass spectrometric mixture; 



mass spectrometrically analyzing Nsaid addition-free mass 
spectrometric mixture to produce an addition-free mass spectrum 
having an internal preference species mass spectrometric response at 
the unique mass-to-charge ratio of said internal reference species, 
and an addition-free antibody mass spectrometrdc response at the 
unique mass-to-charge ratio of said certain arvfcibody present in 
said specimen; \ 

combining an effective amount of said af f inity Nreagent with 
each said addition-present samples each combination producing an 
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addition-present post-combination affinity reagent and an unbound 
remsu-nder ; 

separating each said addition-present post-combination 
affinity reagent from each said unbound remainder to form at least 
one isolated, addition-present post-combination affinity reagent; 

adding a raser desorption/ionization agent to each of said 
isolated addition\present post-combination affinity reagent to form 
at least one addition-present mass spectrometric mixture therewith; 

mass spectrometries^ lly analyzing each said addition-present 
mass spectrometric mixture to produce an addition-present mass 
spectrum having an internal reference species mass spectrometric 
response located at the unique mass-to-charge ratio of said 
internal reference species, and an addition-present antibody mass 
spectrometric response located \t the unique mass-to-charge ratio 
of said certain antibody; \ [] 

normalizing each said addition-present antibody mass spectrum 
and each said addition-free antibodV mass spectrum with the 
respective said internal reference species to produce an addition- 
free normalized antibody mass spectrometric response for said 
addition-free sample, and an addition-present normalized antibody 
mass spectrometric response for each said addition-present sample; 

determining a # set of changes between said addition-free 
normalized antibody mass spectrometric response\and each said 
addition-present normalized antibody mass spectrometric response 
for said certain antibody species by subtracting said addition-free 
normalized antibody mass spectrometric response from\ each said 
addition-present normalized antibody mass spectrometries response 
for each of said addition-present sample; \ 
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V determining the relationship between said set of changes and 
each\f the corresponding changes in concentration of said standard 
addition antibody in each said addition-present sample resulting 
from the addition of said standard addition antibody preparation; 
and \ 

guantifyinfer said certain antibody detected in said specimen 
using said additxon-f ree and addition-present normalized antibody 
mass spectrometricNresponses and said determined relationship. 

22. The method of claim 21 further including the steps of adding 
a disassociation agent \:o said isolated addition-free affinity 
reagent and each of said isolated post-combination addition-present 
affinity reagents prior to sadd adding laser desorption/ionization 
agent step. \ 

23. The method of claim 20, furtfter (Including the steps of: 

making a standard addition prejfSnration, containing a known 
concentration of a standard addition^ antibody , said standard 
addition antibody being said certain antibody or a counterpart 
thereof; \ 

immobilizing at least one af f inant onto \ solid substrate to 
produce said affinity reagent; \ 

combining an effective amount of said affinity reagent with 
said specimen to produce an addition-free post-combiniation affinity 
reagent and a first unbound remainder, said first unbound remainder 
containing the majority of said certain antibody; \ 

separating said addition-free post-combination Affinity 
reagent from said first unbound remainder to form an isolated 
addition-free post-combination affinity reagent; \ 
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\ adding a laser desorption/ionization agent to said isolated 
addition- free post-combination affinity reagent to form an 
addition-free mass spectrometric mixture; 

mass\spectrometrically analyzing said addition-free mass 
spectrometr\c mixture to produce an addition-free mass spectrum 
having an internal reference species mass spectrometric response 
located at tire unique mass-to-charge ratio of said internal 
reference species, and an addition-free antibody mass spectrometric 
response at the\ unique mass-to-charge ratio of said certain 
antibody present iri said specimen; 

adding a known quantity of said standard addition preparation 
to said first unbound\ remainder sample to produce an addition- 
present first unbound remainder sample in which the concentration 
of said' standard additiorv antibody or said counterpart has been 
increased by a known amount 

combining an effective aiijdunt of said affinity reagent with 
said addition-present first unbound remainder sample to produce an 
addition-present post-combination, affinity reagent and a second 
unbound remainder, said second unbound remainder containing the 
majority of said certain antibody; 

separating said addition-present \ post-combination affinity 
reagent from said second unbound remainder to form a isolated 
addition-present post-combination affinity reagent; 

adding a laser desorption/ionization a^ent to said isolated 
addition-present post-combination affinity xseagent to form an 
addition-present mass spectrometric mixture therewith; 



mass spectrometrically analyzing said additron-present mass 
spectrometric mixture to produce an addition-present mass spectrum 
having an internal reference species mass spectrometsric response 
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\pcated at the unique mass-to-charge ratio of said internal 
reference species and an addition-present antibody mass 
spectrometric response at the roass-to-charge ratio of said certain 
antibody when said certain antibody is present in said specimen; 

normalizing each said addition-present antibody mass spectrum 
and said add it ion- free antibody mass spectrum with the respective 
said internal preference species mass spectrometric response to 
produce an addiMon-free normalized antibody mass spectrometric 
response for the \addition-f ree sample and an addition-present 
normalized ant ibody\ mass spectrometric response for each said 
addition-present sampre; 

determining a set otf: changes between said addition-free 
normalized antibody mass spectrometric response and each said 
addition-present normalized antibody mass spectrometric response 
for said certain antibody bV subtracting said addition-free 
normalized antibody mass spectrometric response from each said 
addition-present normalized antibody mass spectrometric response 
for said certain antigen in each sai& addition-present sample; 

determining the relationship between said set of changes and 
each of the corresponding changes in concentration of standard 
addition in each said addition-present sample resulting from the 
addition of said standard addition antibody preparation; and 

quantifying said certain antibody detected\in said specimen 
using said addition-free and addition-present normalized antibody 
mass spectrometric responses and said determined relationship • 

24. The method of claim 23 further including the stepVf adding a 
disassociation agent to said isolated addition-f r^e post- 
combination affinity reagent, and each said isolated aodit ion- 
present post-combination affinity reagent prior to said Nadding 
laser desorption/ ionization agent step. \ 
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^5, The method of claim 20, further comprising the steps of: 

Nlmmobilizing at least one affinant onto a solid substrate to 
producevsaid affinity reagent; 

combining an effective amount of said affinity reagent with 
said specimeri to produce a post-combination affinity reagent and an 
unbound remainder; 

separating skid post-combination affinity reagent from said 
unbound remainder to form an isolated post-combination affinity 
reagent ; \ 

adding a laser desarption/ionization agent to said isolated 
post-combination affinity, reagent to form a post-combination 
affinity reagent mass spectrometer ic mixture; 

mass spectrometrically ^analyzing said post-combination 
affinity reagent mass spectromexsric mixture to produce a post- 
combination affinity reagent mates spectrum, having a mass 
spectrometric response for said internal reference species located 
at the unique mass-to-charge ratio \f said internal reference 
species and a mass spectrometric response^ for said certain antibody 
located at the mass-to-charge ratio of said certain antibody and no 
mass spectrometric response correspondingVto the mass-to-charge 
ratio of said certain antigen species when skid specimen contains 
no detectable amount of said antibody species X 

making a plurality of preparations containiivj a preparation 
antibody which is said certain antibody being quantified in said 
specimen or a counterpart thereof, wherein saick preparation 
antibody concentration varies in known fashion between said 
preparations; \ 
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\ adding sufficient said internal reference species to said 
preparations so that the concentration of said internal reference 
species, is the same or is known for each of said preparations and 
said speaimen; 

combining an effective amount of said affinity reagent with 
each of said preparations each combination to produce a post- 
combination preparation affinity reagent and an unbound preparation 
remainder; \ 

separating each\>aid post-combination preparation affinity 
reagent from said unbound preparation remainder to form an isolated 
post-combination preparation affinity reagent; 

adding a laser desorpt ion/ ionization agent to each said 
isolated post-combination preparation affinity reagents to form a 
preparation mass spectrometric \ixtvOres ; 

mass spectrometrically analyzing each said preparation mass 
spectrometric mixture, each mass spec\rometric analysis to produce 
a preparation mass spectrum, each of said preparation mass spectra 
having a mass spectrometric response f o\ said internal reference 
species located at the mass-to-charge ratio of said internal 
reference species and a mass spectrometric response for said 
preparation antibody located at the mass-to-bharge ratio of said 
preparation antibody; \ 

normalizing said specimen mass spectrum anck each of said 
preparation mass spectra to the mass spectrometric responses 
obtained for each said internal reference species obtain a 
normalized certain antibody mass spectrometric response and 
normalized preparation antibody mass spectrometric response; 
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v determining the mathematical relationship between said 
normalized preparation antibody mass spectrometric responses and 
said preparation antibody concentrations; 

locating a point on said mathematical relationship which 
appertains \p said normalized certain antibody mass spectral 
response; and\ 

determining \he concentration that corresponds to said point, 
thereby quantifying, said certain antibody. 

26. The method of cl^im 25 further including the step of adding a 
disassociation agent tcx said isolated post-combination affinity 
reagent prior to said adding laser desorption/ionization agent 
step . \ 

27. The method of claim 20, \urther including the steps of: 

preparing a single reference sample containing a known 
concentration of a reference ant^bodw, wherein said reference 
antibody is said certain antibody or\ a I Counterpart thereof; 

immobilizing at least one af f inant, on a solid substrate to 
produce said affinity reagent; \ 

combining an effective amount of said affinity reagent with 
said specimen to produce a specimen post-combination affinity 
reagent and a first unbound remainder; \ 

separating said specimen post-combination arfinity reagent 
from said first unbound remainder to form a first isojSated specimen 
post-combination affinity reagent; \ 
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\ adding a laser desorption/ionization agent to said first 
isola\ed specimen post-combination affinity reagent to form a 
specimen mass spectrometric mixture; 

mass \ spectrometrically analyzing said specimen mass 
spectrometries mixture to produce a specimen mass spectrum having a 
mass spectrometric response for said certain antibody at the mass- 
to-charge ration of said certain antibody, and also having a 
specimen internals reference species mass spectrometric response 
located at the mass-to-charge ratio of said internal reference 
species; \ 

combining an effective amount of said affinity reagent with 
said single reference sample to produce a reference sample post- 
combination affinity reagent and a second unbound remainder; 

separating said reference sample post-combination affinity 
reagent from said second unbound remainder to form an isolated 
reference sample post-combinationNaf f iiiity reagent; 

adding a laser desorption/ ionization agent to said isolated 
reference sample post-combination affinity reagent to form a single 
reference sample mass spectrometric mixtkre; 

mass spectrometrically analyzing said single reference sample 
mass spectrometric mixture to produce a single reference sample 
mass spectrum having a mass spectrometric \esponse for said 
reference antibody located at the unique mass-tV-charge ratio of 
said reference antibody, and a second internal reference species 
mass spectrometric response located at the mass-to-charge ratio of 
said internal reference species; \ 

normalizing said specimen mass spectrum and said single 
reference sample mass spectrum using said first and secondVnternal 
reference species mass spectrometric responses; and \ 
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^equating the ratio of the magnitudes of said certain antibody 
mass Ngpectrometric response and said reference antibody mass 
spectrotaetric response to the ratio of the known concentration of 
said counterpart antibody and the unknown concentration of said 
certain antibody to determine the concentration of said certain 
antibody. 

28. The methodkof claim 27 further comprising the step of adding 
a disassociation\agent to each of said first and second isolated 
affinity reagent p^ior to said adding laser desorption/ionization 
agent step. 

29. A method of simultaneously determining whether an antibody 
population contained in^a specimen contains one or more certain 
antibody species, comprising the steps of: 

combining said specimen Vith a solid substrate having a non- 
specific affinity for antibodies to immobilize said antibody 



population onto said solid substr. 
reagent ; 



;e and produce an affinity 



placing said affinity reagent intb a preparation containing at 
least one known antigen , each said knowri antigen having a specific 
affinity for one of said certain antibodies to produce a post- 
combination affinity reagent and a screened preparation; 



separating said post-combination af f ini^ 
screened preparation to form an isolated post-< 
reagent ; 



reagent from said 
ambination affinity 



adding a laser desorption/ionization agent toXsaid isolated 
post-combination affinity reagent to form a mass Vpectrometric 
mixture ; and 
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Nnass spectrometrically analyzing said mass spectrometric 
mixturesto produce a mass spectrum, said mass spectrum indicating 
whether said antiserum contained each of said certain antibody 
species by exhibiting a mass spectrometric response located at the 
unique mass-to-cnaxge ratio of the relevant said known antigen 
which has a specific affinity for that said certain antibody 
species . // 



30. The method of claim 29 further including the step of adding a 
disassociation agent to said isolated post-combination affinity 
reagent prior to said adding laser desorpt ion/ ionization agent 
step . 
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